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Sequences used in this project
RNA and DNA sequences used to assembly RNA-DNA hybrids containing split asymmetric 25/27mer Dicer substrate RNA (DS RNA) duplex designed against eGFP 1 .
DS RNA sense: 5` -pACCCUGAAGUUCAUCUGCACCACcg sense labeled with Aexa-488:
5` -pACCCUGAAGUUCAUCUGCACCACcg-Al488 DNA for sense(8nts RNA toehold) 5` -CAGATGAACTTCAGGGTca DNA for sense(6nts RNA toehold) 5` -TGCAGATGAACTTCAGGGTca DNA for sense(4nts RNA toehold) 5` -GGTGCAGATGAACTTCAGGGTca DNA for sense(2nts RNA toehold) 5 A:
5'-GGGAACCGCAGGCUGGUUCCCGCUACGAGAGAACGCCUCGUAGCUUCGGUGGUGCAGAUGAACUUCAGGGUCA C:
5'-GGGAACCGCGUUCUGGUUCCCGCUACGAGACGUCUCCUCGUAGCUUCGGUGGUGCAGAUGAACUUCAGGGUCA D:
5'-GGGAACCGAGACGUGGUUCCCGCUACGAGUCGUGGUCUCGUAGCUUCGGUGGUGCAGAUGAACUUCAGGGUCA E:
5'-GGGAACCACCACGAGGUUCCCGCUACGAGAACCAUCCUCGUAGCUUCGGUGGUGCAGAUGAACUUCAGGGUCA F:
5'-GGGAACCGAUGGUUGGUUCCCGCUACGAGAGUGGACCUCGUAGCUUCGGUGGUGCAGAUGAACUUCAGGGUCA Figure S1 . RNA toeholds initiate the re-association of RNA/DNA hybrids that leads to activation of RNAi. Schematic representation of re-association for RNA/DNA hybrids with 8-nts RNA toeholds. Depicted is total staining (with Ethidium Bromide) native-PAGE experiments that demonstrate the re-association of labeled hybrids with 2-, 4-, 6-, and 8-nts RNA toeholds (at 1 µM final). Please note that the hybrids with 4-nts ssRNA toeholds reassociate partially and hybrids with 2-nts do not re-associate at all. Figure S2 . In vitro analysis of hybrids with 2-, 4-, 6-, and 8-nts ssRNA toeholds re-association using FRET. 
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Command line parameters
For the predictions of the hexameric ring involving 6 or 12 nucleotide strands (6 RNA strands of the hexameric ring and 6 cognate DNAs), the following command line options were used for the hyperfold program:
-c 10 -q 10 -T 4 --pseudo 1 --hsort 2
Explanation:
-c <N> Concentration of each strand in units of micromol/l .
-q <N> Size of the involved search queue. Default is a queue size of 1000. A large queue size approaches exhaustive search and corresponds to thermodynamic equilibrium, a small queue size corresponds to a fast search and "kinetic folding".
-T <N> Temperature in Celsius. Default: 37 degree Celsius.
--pseudo 0|1|2 0: no pseudoknots; 1: only inter-strand pseudoknots are considered; 2: no strandconnectivity restriction on pseudoknots (default).
--hsort 1|2 Sorting of helices 1 (Default): helices are sorted by free energy. 2: Helices are sorted by free energy, but intra-strand helices are folded first. This case simulates "snapcool" assembly protocol, where intra-strand folding precedes inter-strand folding.
